Background: One of the most fascinating properties of the biotechnologically important organism Saccharomyces cerevisiae is its ability to perform simultaneous respiration and fermentation at high growth rate even under fully aerobic conditions. In the present work, this Crabtree effect called phenomenon was investigated in detail by comparative 13 C metabolic flux analysis of S. cerevisiae growing under purely oxidative, respiro-fermentative and predominantly fermentative conditions.
Background
The budding yeast S. cerevisiae is an important biotechnological organism e.g. for production of ethanol [1] , recombinant proteins [2] , antibiotics [3] or biomass [4] . Additionally it is relevant as a model system to study metabolism due to its high homology with other eukaryotic organisms [5, 6] . This explains the high interest in understanding metabolic function and regulation in this organism. S. cerevisiae is able to perform simultaneous respiration and fermentation at high growth rates even under fully aerobic conditions [7, 8] . This Crabtree effect called phenomenon is visualized in chemostat culture of S. cerevisiae by a shift from biomass formation towards fermentative products at increased dilution rates [8] . Also other yeast species show this behavior [9] . Despite many studies in the past [10] [11] [12] , a clear and univocal explanation of this phenomenon has not yet been provided [13, 14] . The Crabtree effect has important consequences for industrial processes aiming at the production of yeast biomass, where the formation of fermentative by-products is undesired [15, 16] . A powerful approach to investigate metabolic systems is 13 C metabolic flux analysis which allows the quantification of in vivo activity of pathways and reactions [17] [18] [19] . In recent studies, which took the spatial arrangement of metabolic reactions in the compartments cytosol and mitochondrion into account, metabolic flux analysis was successfully applied to S. cerevisiae and related yeast strains [20] [21] [22] [23] [24] [25] [26] [27] . In the present work we investigated the metabolic shift from oxidative to fermentative growth in S. cerevisiae by quantifying metabolic fluxes through the underlying reactions in the central metabolism at these different physiological states. For this purpose chemostat cultures with [1- 13 C] glucose as substrate were grown at different growth rates under aerobic glucose-limited conditions to metabolic and isotopic steadystate. The use of a continuous culture hereby allowed the precise adjustment of the physiological state of the cells, i.e. the relative activity of the fermentative pathways.
Results

Growth and product formation of S. cerevisiae
In order to identify the exact experimental conditions required to establish the physiological states of interest, chemostat cultures were carried out at different dilution rates between 0.10 h -1 and 0.45 h -1 ( Figure 2 ). S. cerevisiae exhibited the typical growth behavior for this organism in continuous culture, characterized by a transition from purely oxidative metabolism at low growth rate to fermentative metabolism at high growth rate. At a growth rate below µ = 0.20 h -1 the metabolism of S. cerevisiae was purely oxidative, indicated by the absence of fermentation products and a high biomass yield. At higher growth rates the Crabtree effect was induced, which is shown by enhanced formation of ethanol and acetate. Hereby, the relative contribution of fermentation to the overall metabolic activity increased with increasing growth rate. At µ = 0.30 h -1 about 25 % of the utilized glucose was directed towards fermentation, indicating a still mainly respirative metabolism. Towards higher dilution rates the fraction of glucose channeled into fermentative pathways increased up to a value of more than 50 % at of µ = 0.40 h -1 .
Tracer experiments with [1-13 C] glucose as sole carbon source
Selected chemostat cultivations with [1- 13 C] glucose as substrate were carried out for the elucidation of metabolic fluxes. Hereby, three distinct dilution rates, representing purely-oxidative (0.15 h -1 ), mixed respiro-fermentative (0.30 h -1 ), and mainly fermentative metabolism (0.40 h -1 ) were selected for the flux studies. The resulting ethanol yield under these conditions was 0.0, 0.5, and 1.1 mol ethanol (mol glucose) -1 , respectively. The stoichiometric data obtained from the 13 C cultures agreed well with the corresponding values from the initially performed cultivations (Table 3) . The major by-products were ethanol, acetate and glycerol. In all cases the carbon balance was almost closed underlining the high consistency of the data. Labeling patterns of amino acids from cell protein, analyzed after 5 residence times, remained constant over 4 samples taken in 1 h intervals from the culture, i. e. the relative error for the mass isotopomer fractions was typically below 1 %. This indicated that the cells were in isotopic steady-state. To quantify metabolic fluxes a 13 C flux model was applied that involves metabolite and isotopomer balancing. The used model fully considers specific features of the underlying metabolism, e. g. bidirectional reactions, label scrambling in symmetric molecules, 13 C incorporation from CO 2 or naturally occurring isotopes [28] . For each scenario a comprehen- Metabolic network of the central cytosolic and mitochondrial metabolism of S. cerevisiae investigated in the present work Figure 1 Metabolic network of the central cytosolic and mitochondrial metabolism of S. cerevisiae investigated in the present work. The network comprises glycolysis, pentose phosphate pathway, anaplerotic carboxylation, fermentative pathways, inter-compartmental transport of acetyl-CoA, pyruvate, and oxaloacetate, respectively, TCA cycle, malic enzyme and anabolic reactions from intermediary metabolites into anabolism.
sive data set of 13 C labeling data (Table 4 ) and stoichiometric data (Tables 2, 3 ) was used to calculate the fluxes.
Metabolic fluxes
The obtained flux distributions for S. cerevisiae growing in different physiological states are shown in Figure 3 . The fluxes given are relative values normalized to the corresponding specific glucose uptake rate. The examined S. cerevisiae strain revealed the typical behavior linked to the switch from respiration to fermentation with increasing growth rate. This involved a redirection of flux from the TCA cycle towards the fermentative pathways. In addition to these previously described, well-known changes, a number of additional pathway fluxes were, however, affected by the change of the physiological regime.
PPP and glycolysis
The metabolic shift of S. cerevisiae was accompanied by a substantial decrease of the relative flux through the PPP ( Figure 3 ). The decreasing contribution of the PPP with increasing growth rate has direct consequences for the supply of NADPH, required in various anabolic reactions, and certain anabolic precursors. Taking into account that two molecules NADPH are generated in the oxidative part of the PPP, the relative supply of NADPH is 110 % (normalized to the glucose uptake rate) at µ = 0.15 h -1 . In comparison only 60 % and 30 % NADPH, respectively, are formed at µ = 0.30 h -1 and µ = 0.4 h -1 . A similar trend can be seen for erythrose 4-phosphate and ribose 5-phosphate. The supply of these anabolic precursors was substantially lower under fermentative conditions. a The actual precursor demand for glycine biosynthesis depends on the contribution of the serine pathway (from phosphoglycerate) and threonine aldolase (from oxaloacetate). Based on the relative activity of both pathways, the corresponding demand has to be added appropriately to phosphoglycerate and oxaloacetate, respectively. b The demand of cytosolic and mitochondrial pyruvate for alanine synthesis depends on the relative contribution of cytosolic and mitochondrial route to alanine synthesis. Fluxes around the pyruvate node Distinct flux changes were observed for the pathways utilizing cytosolic pyruvate, i. e. pyruvate carboxylase, pyruvate decarboxylase, and the pyruvate transporter into the mitochondrion. A surprising result was the increase of flux through pyruvate carboxylase with increasing growth rate. This reaction was thought to mainly serve for the supply of cytosolic oxaloacetate for anabolism. Under fermentative conditions at higher growth rate, however, the anabolic demand for this precursor was much lower as compared to purely oxidative growth (Table 2) . Accordingly the increase of flux through pyruvate carboxylase was not driven by an increased anabolic demand. It was in fact linked to increased transport of oxaloacetate into the mitochondrion. Interestingly, pyruvate decarboxylase, the entry step towards the fermentative metabolism, exhibited in vivo activity not only during the formation of fermentative by-products. Significant flux through this pathway was also observed under conditions of purely oxidative growth, i.e. in the absence of overflow metabolism. Accordingly a high production of acetaldehyde resulted for all physiological states. Under purely oxidative growth, the formed acetaldehyde was completely utilized for the synthesis of cytosolic acetyl CoA. This was then either transported into the mitochondrion or directly channeled into anabolic pathways located in the cytoplasm. During the switch to fermentation the acetaldehyde formed was mainly channeled into the fermentative by-products. The highest flux through pyruvate decarboxylase was observed at maximum production of ethanol and acetate. The ingoing flux through the lower glycolytic chain was higher during fermentative growth as compared to purely oxidative growth ( Figure 3 ).
Intercompartmental transport
A substantial transport of carbon from the cytosol into the mitochondrion resulted for all growth rates ( Figure 3 ). Hereby the relative contribution of the different transporters depended on the physiological state. Under purely oxidative growth acetyl CoA, formed in high amounts via the fermentative routes, was the dominating metabolite transported into the mitochondrion. The acetyl CoA transport was strongly decreased under conditions of respiro-fermentative growth. During mainly fermentative metabolism the transport net flux practically decreased to zero. The flux of oxaloacetate transport increased with increasing growth rate. This is linked, as described above, with the increased flux through pyruvate carboxylase. Interestingly the activity of the oxaloacetate transporter correlated with the flux through malic enzyme. This might suggest that sufficient intercompartmental oxaloacetate transport is important for the activity of malic enzyme. The picture observed for the pyruvate transport was more complex. The relative transport flux increased from purely oxidative to respiro-fermentative growth. With further increase of the specific growth rate it substantially decreased. The total flux of carbon into the mitochondrion, as sum of the single transport reactions, was highest during purely oxidative growth.
TCA cycle
Overall, the metabolic shift from pure oxidation to fermentation was linked to a strong decrease of the TCA cycle flux ( Figure 3 ). Under purely oxidative growth citrate synthase, the entry enzyme of this pathway, exhibited a relative flux of 73.1 %. The relative activity of this enzyme was 54 % at µ = 0.30 h -1 which indicates that the TCA cycle still contributed to a large extent to the metabolic activity. At µ = 0.40 h -1 the TCA cycle still operated as a cycle, but only at a relatively low activity. The observed flux changes include a shift of the relative contribution of fumarase and the oxaloacetate transporter to the supply of the mitochondrial malate/oxaloacetate pool.
Anabolism
Under purely oxidative growth both pathways for glycine biosynthesis were active, whereby the major fraction of glycine was formed via the serine pathway ( Figure 3 ). The simultaneous in vivo activity of both pathways was maintained under fermentative conditions. An interesting finding resulted for the biosynthesis of alanine for biomass production. Whereas alanine was exclusively synthesized via the mitochondrial route at purely oxidative growth, cells partly switched to cytosolic alanine formation during the metabolic shift towards fermentation ( Figure 3 ). Under mainly fermentative conditions the cytosolic pathway even provided the major fraction of proteinogenic alanine.
Goodness of fit and statistical flux evaluation
For the flux distributions, which are shown in Figure 3 , an excellent agreement between experimentally determined and calculated labeling patterns was achieved. The deviation between measured and calculated mass isotopomers was typically below 3 % and thus rather small (Table 4) . Generally the intracellular fluxes could be determined with high precision as indicated by the small 90 % confidence intervals (Table 5 ). This allows an unambiguous differentiation between the different physiological states of the cells. In the present work, the PPP reactions of transaldolase and transketolase were regarded reversible. Comparative flux calculations, setting these reactions as irreversible did lead to a significantly worse fit of the data, which was most pronounced for phenylalanine and tyrosine formed from precursors of the PPP. A model with irreversible PPP reactions thus could not describe the experimental data properly. Moreover this was also related to different results for several flux parameters such as the flux partitioning between glycolysis and PPP. The same was observed for glucose 6-phosphate isomerase. It seems therefore important to fully consider the reversible nature of the PPP reactions in metabolic flux analysis with S. cerevisiae as previously proposed by metabolic simulation studies [28, 29] .
Discussion
In the present work comparative 13 C metabolic flux analysis of S. cerevisiae at different defined physiological states revealed that the transition from oxidative to fermentative utilization of glucose is reflected by substantial flux changes throughout the whole central carbon metabolism. The different physiological conditions, i. e. purely oxidative, mixed respiro-fermentative and mainly fermentative growth were established by variation of the dilution rate in chemostat culture. Hereby, the extent of the fermentation could be precisely adjusted and run into metabolic and isotopic steady-state.
We observed the previously described transition from respiration to fermentation as indicated by the redirection of flux from the TCA cycle towards the fermentation pathways [8] . It becomes, however, clear from the present study, that the regulatory changes linked to the metabolic transition were not restricted to these reactions, but affected a number of additional pathways.
(i) The metabolic shift had a strong effect on the flux partitioning between glycolysis and PPP. Whereas, at purely oxidative metabolism, the major carbon flux was channeled into the PPP, the opposite was observed for fermentative metabolism. The data of the present work together with previous flux studies of S. cerevisiae under various conditions clearly show that the flux partitioning between glycolysis and PPP is growth rate dependent ( Figure 4A) . A similar relation is found for the flux partitioning and the biomass yield. The reduced biomass yield at higher growth rates results in a reduced demand for erythrose 4-phosphate, ribose 5-phosphate and NADPH, respectively, which are all supplied by the PPP [45] . In the present work a significant amount of carbon was recycled from the PPP into glycolysis via fructose 6-phosphate and glyceraldehyde 3-phosphate by the reversible reactions of the PPP. This indicates that the demand for NADPH, but not for carbon precursors, determined the flux towards the PPP. A detailed discussion of the NADPH metabolism is given below. Previous enzymatic studies of S. cerevisiae in chemostat culture revealed that the in vitro activity, i.e. the capacity, of glucose 6-phosphate dehydrogenase slightly increased with the dilution rate between 0.1 h -1 and 0.4 h -1 [9] . The reduced PPP flux is therefore not due to a lack of capacity of glucose 6-phosphate dehydrogenase. In com- parison to other studies the relative PPP flux observed under purely oxidative growth was slightly higher [27] . Due to the fact that this flux parameter could be determined with relatively high precision (Table 5) it seems likely that differences in cultivation conditions or the used strains are responsible for this.
(ii) Pyruvate decarboxylase, the key enzyme of fermentative metabolism, was found to already operate at a high activity under conditions in which alcoholic fermentation was absent (Figure 3) . The substantial amount of acetaldehyde formed under these conditions was completely converted into cytosolic acetyl CoA which is either used for anabolism or transported into the mitochondrion. These findings disprove the common perception that only a small fraction of pyruvate is channeled through the fermentative by-pass at low glycolytic flux [30] , but rather support previous speculations on fluxes around the pyruvate node linked to the Crabtree effect in S. cerevisiae [7] . Based on enzyme profiles, substrate affinities and intracellular pyruvate level studied in chemostat cultivation of S. cerevisiae at varied dilution rate it was previously supposed that pyruvate decarboxylase might be active even during purely oxidative metabolism leading to the formation of cytosolic acetyl CoA and its transport into the mitochondrion. The increased pyruvate level observed a The 90 % confidence intervals were obtained by a Monte-Carlo approach including 100 independent parameter estimation runs for each scenario with statistically varied experimental data assuming a normal distribution of the experimental error. b Flux reversibility is defined as ratio of back flux to net flux.
during fermentative growth [7] could also be an explanation for the observed flux redirection from mitochondrial to cytosolic alanine biosynthesis.
(iii) We found evidence for substantial in vivo activity of malic enzyme, as was previously reported for S. cerevisiae [29, 35] . Additionally we could show a strong flux increase for malic enzyme, when the cells switched from pure oxidation to fermentative metabolism. The flux through malic enzyme increased almost linearly with increasing growth rate ( Figure 4C ). Although the present work and previous studies differ, concerning e.g. the investigated strain, the pH value or the nutrient status, the flux through malic enzyme is generally increased at high growth rate. As exception only a minor flux of 7 % was observed for malic enzyme in a batch culture of S. cerevisiae grown on glucose [27] . This might arise from the above mentioned differences in the experimental setup or the generally high uncertainty for the quantification of this flux parameter ( Table 5 ). The exact physiological role of malic enzyme in S. cerevisiae so far remained quite intriguing [27] . Also this study does not really provide a satisfying insight into the function of malic enzyme. What at least can be stated is that the flux through malic enzyme seems to be related to the flux through the cytosolic pyruvate carboxylase and the oxaloacetate transporter. One might conclude that the increased activity of malic enzyme results indirectly from the flux redirection at the cytosolic pyruvate node.
(iv) The obtained fluxes allow a detailed inspection of the NADPH metabolism during the metabolic shift. Hereby, it should be noted that the performed flux analysis did not include a balance for NADPH. The fluxes reactions through NADPH supplying reactions were determined only from the fit of the labeling data and the metabolite balances given below. Generally S. cerevisiae can recruit different enzymes for the formation of NADPH involving the glucose 6-phosphate dehydrogenase and 6-phosphogluconate dehydrogenase in the PPP [31] , NADPH specific acetaldehyde dehydrogenase [32] , and NADPH specific isocitrate dehydrogenase [33] . Also malic enzyme is potentially capable to supply NADPH [34] . Clear differences resulted for the different physiological conditions ( Figure 5 ). Linked to the strong decrease of the biomass yield, the anabolic NADPH demand decreased with increasing growth rate. To some extent this is attenuated by the higher protein content of S. cerevisiae at high growth rate and the correspondingly increased stoichiometric NADPH demand (Tables 1, 2 ). We additionally found that sources of NADPH varied with the physiological state.
During purely oxidative growth the PPP alone can account for the total anabolic NADPH demand. Under these conditions an additional NADPH supply by other reactions seems not necessary. Because no intercompartmental transport system for NADPH has been described for S. cerevisiae, it is likely that also mitochondrial enzymes are involved in the supply of NADPH. A potential candidate is mitochondrial NADPH specific isocitrate dehydrogenase [33] . This enzyme can, however, account only for a certain fraction of the total flux through the TCA cycle. An exclusive activity of NADPH specific isocitrate dehydrogenase can be excluded. Assuming this the total amount of NADPH supplied would be almost twice as high as the anabolic demand. Thus we conclude that to large extent mitochondrial NADH specific isoenzymes of isocitrate dehydrogenase contribute to the TCA cycle flux during oxidative growth of S. cerevisiae.
Under predominantly fermentative utilization of glucose only about 60 % of the totally required NADPH was provided by the PPP. This is an indication for an additional cytosolic NADPH source required during fermentative metabolism in S. cerevisiae. S. cerevisiae possesses several isoenzymes for acetaldehyde dehydrogenase with different specificity for NADH and NADPH [35] . Possibly the relative contribution of the different isoenzymes changes with the on-set of fermentation, so that instead of mainly NADH under oxidative growth, also NADPH is formed.
Recently it was found that especially the NADPH dependent acetaldehyde dehydrogenase isoforms are involved in anaerobic fermentation of S. cerevisiae [35] . The increased NADPH formation by acetaldehyde dehydrogenase would probably lead to an increased level of intracellular NADPH, known to inhibit the PPP enzymes glucose 6-phosphate dehydrogenase and 6-phosphogluconate dehydrogenase [31] . The reduction of the PPP flux might therefore not only be caused by the reduced anabolic demand, but also by the activation of alternative cytosolic pathways for NADPH supply.
(v) An insight into the limiting reactions, involved in the complex flux redirection during the metabolic shift, can be derived from absolute carbon fluxes. As can be calculated from the relative fluxes and the specific glucose uptake rate ( Figure 3 ) the transition from oxidative to fermentative metabolism in S. cerevisiae was accompanied by a more than 5-fold increase of the specific glucose uptake flux. It is interesting to see, how the increased influx of carbon is distributed throughout the metabolic network. The absolute carbon flux of enzymes involved in fermentation and the transport of cytosolic acetyl CoA into the mitochondrion are shown in Figure 6A . Pyruvate decarboxylase exhibits a tremendous flux increase with increasing growth rate. investigated. Obviously this enzyme was already working at maximum capacity during purely oxidative growth. The saturation of acetyl CoA synthase obviously initiated the secretion of acetate into the medium with increasing growth rate. Additionally a strong decrease of the intracellular acetyl CoA level appears very likely. The insufficient activity of this enzyme had also consequences for the intercompartmental acetyl CoA transport. As shown, the absolute carbon flux through the transporter decreased to practically zero ( Figure 6A ). The cytosolic acetyl CoA was in fact completely channeled into anabolic reactions. Probably the reactions withdrawing cytosolic acetyl CoA into anabolism are favored by a higher affinity of the catalyzing enzymes. The insufficient capacity of acetaldehyde dehydrogenase and acetyl CoA synthase could even limit the supply of cytosolic acetyl CoA for anabolism, i.e. the formation of lysine and lipids. In this regard a significant decrease of the in vitro activity, i. e. the capacity, of acetaldehyde dehydrogenase and acetyl CoA synthase was previously observed during the metabolic shift from oxidative to fermentative metabolism [9] . It was concluded that probably these enzymes display the limiting steps that cause the secretion of ethanol and acetate at high growth rate. The present study provides further evidence that indeed these reactions are key points with respect to increased production of ethanol and acetate. The same principle can be applied to study the reactions downstream of the pyruvate pool ( Figure 6B ). The absolute carbon flux of pyruvate dehydrogenase was low under purely oxidative growth, but showed no further increase towards higher growth rate, despite the carbon flux entering the cytosolic pyruvate pool, and thus potentially available, was much higher. This indicates that pyruvate dehydrogenase already operates at maximum capacity during respiro-fermentative growth at µ = 0.3 h -1 . The excess carbon entering the cytosolic pyruvate pool is obviously directed towards pyruvate carboxylase and fermentation. Probably also the activation of cytosolic alanine synthesis is related to this phenomenon. Pyruvate dehydrogenase thus displays an additional bottleneck. The insufficient capacity of pyruvate dehydrogenase seems to have an influence on the transport of pyruvate into the mitochondrion. Due to the fact that, during fermentative growth, a substantial fraction of mitochondrial pyruvate is already supplied via malic enzyme, the absolute carbon flux of the pyruvate transport is lower ( Figure 6B ). The absolute carbon flux through glucose 6-phosphate dehydrogenase increased about 1.5-fold when the dilution rate was increased from 0.15 h -1 to 0.4 h -1 . In a previous study it was shown that, linked to the same shift in dilution rate, the intracellular level of this enzyme was increased about 1.6-fold [9] . Obviously, both glucose 6-phosphate dehydrogenase level and NADPH level are involved in the regulation of carbon flux into the PPP. In case of acetaldehyde dehydrogenase and acetyl CoA synthase the limited carbon flux at high dilution rate seems to be related to a decrease in enzyme level [9] . Additionally inhibitory effects, e.g. of acetaldehyde on acetaldehyde dehydrogenase [9] , might be involved. The present study suggests that the flux redirection, caused by the regulatory network linked to the Crabtree effect, leads to a saturation of the capacity, i.e. the absolute flux, of acetaldehyde dehydrogenase, acetyl CoA synthase, and pyruvate dehydrogenase. It is the limitation of these enzymes that is then mainly responsible for the onset of the production of fermentative by-products during growth of S. cerevisiae at high growth rate.
Conclusion
Summarizing, the regulatory changes linked to the metabolic transition affect a number of pathways throughout the whole central metabolism of S. cerevisiae. It is known that yeast undergoes various changes involving e. g. change of enzyme levels, tolerance to stress, or morphology, when the metabolism switches from respirative to fermentative growth. These changes are controlled complex regulatory systems of transcriptional control as well as post-transcriptional control [36] . One of the important primary signals for the regulation of yeast metabolism under different nutrient conditions is the concentration of glucose [37] . As shown the glucose concentration in the medium indeed increased with increasing growth rate ( Figure 2 ). The on-set of the glucose repression system was probably the major signal that triggered the observed changes in the intracellular carbon fluxes. This includes the observed decrease of flux through the TCA cycle with increasing growth rate, which probably results from direct repression of TCA cycle genes on the transcriptional level by the glucose repression system [38] . Similarly the strong increase of the specific glucose uptake rate and the glycolytic flux is probably a direct result of transcriptional induction of the corresponding genes [39] . Recent studies on fluxes and transcriptional levels revealed that a number of intracellular pathways in S. cerevisiae is probably regulated on the post-transcriptional level [36] . Metabolic flux analysis alone on itself as performed in the present study cannot distinguish between flux changes directly controlled or indirectly affected e.g. by regulation of interconnected reactions. However, it appears as a valuable tool to quantitatively assess metabolic changes in great detail and to provide important data leading to a deeper understanding of the metabolism of S. cerevisiae.
Methods
Organism and cultivation S. cerevisiae ATCC 32167 was purchased from the American Type Strain and Culture Collection (Manassas, USA). The mineral medium used for cultivation contained 2 g/L glucose, 0. . Cultivations were performed in a continuously operated bioreactor (Meredos, Bovenden, Germany) with a culture volume of 100 ml at 30°C and 500 rpm. The aeration rate was kept at 100 mL/min by a mass flow controller (WMR Compact 4, Brooks Instruments, Veenendal, Netherlands). Composition of inlet and exhaust gas was determined on-line by mass spectrometry as described previously [40] . For flux quantification the culture was operated with the tracer substrate for five residence times, including on-line verification by a constant CO 2 concentration in the exhaust gas, so that metabolic and isotopic steady-state could be assumed. Samples were then taken continuously from the outlet of the reactor and harvested at 4°C. Supernatant, obtained by centrifugation (16000 g, 5 min, Biofuge Pico, Heraeus, Hanau, Germany), was used for analysis of extracellular metabolites. The cell pellet was used for 13 C labeling analysis by GC-MS. 
Analysis of biomass and extracellular metabolites
GC-MS analysis of proteinogenic amino acids
Measurement of amino acid labeling patterns from cell hydrolysate was carried out by GC-MS in selective ion monitoring mode [42] . For a number of ion clusters all mass isotopomer fractions from the non-labeled (x 0 ) to the fully 13 C labeled (x n ) variant could be measured with good signal intensity and accuracy (Table 4) . Accordingly, a comprehensive data set was available for calculation of the metabolic fluxes. The relative measurement error for a mass isotopomer fraction from the four replicates at each dilution rate was typically below 1 %. It must be mentioned that some amino acids could not be considered for the flux calculation. These were tryptophan, methionine, cysteine and histidine, which did not yield suitable GC/ MS signals, proline, which exhibited isobaric overlay, and leucine and isoleucine with ambiguous fragmentation pathways due to similarity of the amino acid side chain and the derivatization agent.
Metabolic network of S. cerevisiae
The metabolic network of S. cerevisiae comprising the major routes of the central carbon metabolism (PPP, glycolysis, fermentative pathways, TCA cycle, and anaplerosis) is shown in Figure 1 . As shown, cytosol and mitochondrion are regarded as separate compartments. The model comprises separate pools for pyruvate, oxaloacetate and acetyl CoA in each of the two compartments, respectively. Anaplerotic carboxylation of pyruvate is located in the cytosol [43] . The malic enzyme is considered as mitochondrial reaction [34] . Additionally transport reactions for pyruvate, oxaloacetate and acetyl CoA are considered for intercompartmental carbon exchange [21, 27, 44] . The transport of pyruvate was assumed to be unidirectional due to its coupling to the proton motive force, whereas the transport reactions for oxaloacetate and acetyl CoA were considered reversible [26] . The reaction catalyzed by glucose 6-phosphate isomerase and the TCA cycle reactions interconverting oxaloacetate and fumarate were regarded as reversible steps, whereby the reversibility of these reactions was taken from the literature [27] . In addition to the central metabolic routes, biosynthetic pathways towards the different amino acids are implemented. In most of the cases amino acid formation is carried out by a single pathway in either one of the two compartments. Exceptions are the biosynthesis of alanine and glycine. For alanine biosynthesis a cytosolic and a mitochondrial pathway was implemented in the model. In addition to the known mitochondrial route, a cytoplasmic alanine amino transferase, generating alanine from cytosolic pyruvate, was recently identified in S. cerevisiae [25] . For glycine the alternative route via threonine aldolase [45, 46] was taken into account in addition to the synthesis from serine. The following balance equations of intracellular metabolites were formulated for the examined network using the numbering of the fluxes of Figure  1 .
Cytosolic Metabolite Pools
Glucose 6-phosphate: ν 1 -ν 2 -ν 3 + ν 4 -ν 5 = 0 (1)
Fructose 6-phosphate: ν 3 -ν 4 -ν 6 + ν 8 -ν 9 + ν 10 -ν 11 = 0
Pentose phosphate: ν 2 -ν 7 -ν 8 + ν 9 -2ν 12 + 2ν 13 
For each examined physiological state a different, growth rate dependent, cellular composition of S. cerevisiae was considered ( Table 1 ). The macromolecular composition of a yeast cell in relation to the growth rate was calculated from literature data [47] [48] [49] . The composition of each macromolecule, however, was assumed to be identical for the different growth conditions [27] . The content and composition of lipids, nucleic acids, and carbohydrates was taken from the literature [48, 49] . The amino acid composition of the cell protein was experimentally determined in this work. Based on these data and the stoichiometry of the anabolic pathways in yeast the demand for the different precursor metabolites could be calculated (Table 2 ) and used as measured fluxes in the flux estimation routine as described previously [41] .
Mathematical modeling and flux analysis
Flux calculations were carried out with Matlab 6.1 and Simulink 3.0 (Mathworks Inc., Nattick, USA) combining metabolite balancing and isotopomer modeling. The performed approach utilized metabolite balancing (see mass balances given above) during each optimization step considering stoichiometric data on anabolic demand for biomass precursors (Table 2 ) and product secretion ( Table  3 ). The set of fluxes that gave minimum deviation between experimental and simulated mass isotopomer fractions was taken as best estimate for the intracellular flux distribution. As error criterion a weighted sum of least squares was used [41] . Since the non-linear structure of isotopomer models may potentially lead to local minima, multiple parameter initializations were used to assure that the obtained flux distributions represented a global optimum. Statistical analysis of the obtained flux parameters was carried out by Monte-Carlo analysis, whereby random, normal-distributed noise was added to the measurement data [41, 50] .
